. Absence of CAV1 alters cellular lipid composition in MEFs (related to Fig. 1 . PC, PE, PI, and PS; n = 6. Statistical significance was determined by two-tailed Student's t test analyses. *, P < 0.05; **, P < 0.01. Figure S2 . Loss of CAV1 results in similar reorganization of WT Ras isoforms (related to Figs. 2 and 3). (A) Univariate analysis of K-RasWT demonstrating similar increase to K-Ras nanoclustering (when compared with tK and K-Ras.GTP) in response to a loss of CAV1. Normal nanoclustering levels are rescued by expression of CAV3-mHA (n = 14, 17, and 11 for control, CAV1-kd, and CAV3 rescue, respectively). (B) Loss of CAV1 decreased H-RasWT nanoclustering similar to tH and nanoclustering levels were also rescued back toward the control levels by expression of CAV3-mHA (n = 9, 9, and 11 for control, CAV1-kd, and CAV3 rescue, respectively). Figure S3 . Loss of GFP-tH immunolabeling in hypo-osmotic-treated BHK cells is independent of changes to the level of GFP-tH nanoclustering (related to Fig. 5) . A reduction in the total level of labeling of GFP-tH was observed in hypo-osmotic-treated BHK cells (Fig. 5 C) . (A) To determine if this difference in total gold labeling resulted in changes to the nanoclustering of GFP-tH, PM lawns with equivalent levels of labeling were manually selected (n = 28, n = 27, and n = 19 for DMEM, hypo-osmotic treatment, and isotonic, respectively). No significant differences were observed to the total level of labeling under these conditions. Statistical significance was determined by two-tailed Student's t tests. (B) These specific lawns were then assayed for univariate spatial point pattern Ripley's K-function analysis. A significant decrease in GFP-tH nanoclustering was observed in the hypo-osmotic condition compared with the DMEM (P = 0.002). No effect on nanoclustering was observed comparing the isotonic condition to the DMEM treatment. These results suggest the changes in the total level of GFP-tH labeling are independent of the reduction in nanoclustering observed when cells are subjected to hypo-osmotic treatment. (C) As an additional control, CAV1-kd cells were assayed for their response to hypo-osmotic treatment. The nanoclustering of GFP-tH-transfected cells did not change in response to hypo-osmotic shock. There was a slight increase GFP lifetime in cells expressing tK upon hypo-osmotic shock, indicating a reduction in nanoclustering (P = 0.04). Statistical significance was determined by one-way ANOVA. Bars, 20 µm. Quantification of ppERK phosphorylation relative to tubulin loading controls. A significant increase in ppERK was observed in CAV3-mHA-expressing cells (n = 3). (C) To assess whether changes in signaling were happening upstream of Ras, the phosphorylation of the epidermal growth factor receptor (EGFR) was assayed in response to EGF stimulation comparing control and CAV1-kd cells. BHK cells were transfected with GFP-EGFR, stimulated with 10 ng/ml of EGF for 10 min, and Western blots were performed on cell lysates. No significant changes to phosphorylation were observed (phosphotyrosine [pTyr] antibody, BD; n = 3). Statistical significance was determined by two-tailed Student's t tests. Figure S5 . Cholesterol depletion causes loss of MAP kinase activation in control but not CAV1-kd BHK cells (related to Fig. 8 ). BHK cells were serum starved for 3 h, treated with 1% MCD for 1 h, and stimulated with a range of EGF concentrations (0-20 ng/ml) for a period of 10 min before lysis. (A) MCD treatment caused a significant reduction in ppERK activation in response to EGF stimulation in control cells (n = 4); however, CAV1-kd cells demonstrated insensitivity to MCD-induced reduction in MAP kinase signaling pathway activation (n = 4). (B) Activation profiles of EGF-treated cells comparing control shScrambled ± MCD and CAV1-kd ± MCD. Statistical significance was determined by two-tailed Student's t test analyses. *, P < 0.05; **, P < 0.01.
